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(a) ^4 < t fc2JsLL 4 ^SMfefc-g-tr * wc^fifca- WmRNAt 1 

(b) X3S (a) ■C#t)tL^mRNA-ea-n-7'f W»lfr* (») t> flflR^fc* 

a in ; W 

(c) Ig (b) £&v>-riN!l3*i;femRNA- If a-nv/f ^V-* 

(») lJ^©*W»Jli:*8&l*3*, mRNA-H'a-n7^>y-^>;^flg 

xs ; 

111*31 2 ] 

x® (c) kmv^t, (d) m%&n&iyon£ffiKi'£m*-tz>?>j*?n*'£tt 

mRNA- ea-n^ v>--* (P) R N Art> i <9 DNA 

AfcfMttU iOmRNAtll (a) hCiot, tRWWRt^ffiSf^ffl* 

jp&ftsfifc*:"** ftriaw^m K&mois&o 

[W*3l 3 ] 

ij - ^ > ^-f ft * o T > 

(a) < i: *>2&_t£> V7f>f >5»3fe*-&tp^ KtSmRNA^l 

^ti:MLtmRNA-ka-nY^y>a^ (P) £#&X;g ; 

(b) IS (a) -eft?>*iA:mRNA-tfa-nv>fVvai# (#) fc, 
^MS^T* w^gSr^-j&U mRNA-ea-nv/fy>-^w^fi^ (f£) 

(c) IS (b) T?#bii.fcmRNA-tfa-n-7/f5/V-^w^Sag# (») (O 
mRNA*f)I^:J: *> DNA*P«U DNA-^a-nv/f *s y - 9 

(d) X3§ (c) Kfc^TfmSftfcDNA-tf a-D7-f ( 
») i: 1 J£JLh4>$Sft%g i 4r^fii!$^ DNA-ea-nv/fy>-^>/^gI^ ( 

it) * o v»-f ti&<D ?y;*?nt mmyon t tms-ftm ltv^ & xs 

Sr-g-trifB* * U - - > ^?£o 
[W*^ 4 ] 

18 (d) K«v»T, Sfcfc, (e) HrSB«»i»«i:ffi5:f^ffl*-r*^>^^»«r^tf 
DNA-tfa-nY/fyy-^>A^f^# (#) tefctf* DN A £ 

tKX^X^^fitzWM^^-t^mRNA^mni^ iOmRNA^Iig (a) Kft-* 

ft^tnioT. mM®wt<vm&ftm2i&mk2tit:9yss*&*ysmir2>, mm* 
5 ] 

X« (a) fci3V»T\ fiemRNA-ea-av/fy >1M^> mR N AO 3 ' 
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m&m 6 ] 

X® (a) ftrfBmRNA**, 2 m_hW>*-7M ^JSUfefc-grtr* 3 

1*1 (b) C * v> Tffi v> f, jia liR^^ilMI^ t * S , mifiif 1 ~ 6 <D^-f 
[If 8 ] 

S^^fJKfl"* £ i: X oTfr fc>*i&, friBlf^ 1-7 w-f *L^KfB«£w:frv£o 
[ft*^ 9 ] 

[W*^ 1 1 ] 

? K*m%-f & . ftflBW^ 1-10 (D^-f tlfrKtim<Dj5m o 

umm 12] 

frlBmRNA^ 8- 5 0 0 m<DT 5. J WM^^iTh ? n - i>(DX~ 

ltfIBW*a 1-11 <D^-f i-Lfrfcmmo-fi&o 

m^m 1 3 ] 

TtfBmRNA^ 10-2 0 Oi©T^ J ? ^ - K1~<5> & ^ 

^TlBfe*^ 1-12 OV>-f ^^IB*<^^feo 
1 4 ] 

BufBmRNArt*. 2-1 OiWi/^r^ > 5*36 * * 9 W^KSrn- fcOT? 
miBlf*^ 1-13 OV^-f tL^^lB®<^^ 0 
1 5 1 

t y min* lt ^ & 9 % z 3 - tatam^ 1-14 

[ft 1 6 ] 

Tfrffim RNA^ ft & N*>M tfttt * r <f i: ft & DMMB Ktfcttf * ~> * 

17] 

5-16 OV>i* *t*»^|BIRo^fto 

1 8 ] 

19] 

itiriB®*!^ j^v^e-x. tf^xe-x. 7#n-*tf-x % -t7rn-^e-x 

2 0 ] 
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3(1 8 Xti 1 9 PB*©*ifc, 

2 1] ^ 
[1***2 2] 

tMBW*Hl~2 1 ©v»f i o * f-e*o T, 8-5 0 

[tmm 23] 

8- 5 0 0©7?;t»tU V*fr"74 Yife&*-t ZtzZxD-y * 7- 4 2 
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[0 0 0 1] 

[W»M1 

[0 0 0 2] 

■fZ>8mv>ffi%*M.VfcirZ> 0 Tin vitro evolution (3Wfc*l*33fHfctt) J 

^P^tftU) — &<DW9MZ£ 9 Attft&Jifc*^^ ^$tLfe«S6^4RNA, DNA, * y 

[0 0 0 3] 

(RNAkDNA) «X^'J-->^fttLt(i, In vitro selection?* (£MW3nR2 

fttL-cii, 7 7-yf-f ^-/wis teMsawtiR 4 #bo , ^iu^ftBayuo^^ 

tf i-nv^ ->>0#||fi«M4Jt$:*!lffl LTcin vitro virusfe (Nemoto et al. , 
FEBS Lett. 414, 405 (1997) (W&WJcM. 7 ) ; Tabuchi et al. , FEBS Lett. 508, 30 

9 (2001) (n®ffXM.&) m^m) zm^xs*-??- v*?* >s**m*x* »j -->^-r 

S^ftfeBI&SfL-CV** (WOO 1/0 1 6 6 0 0-^<£$& (J&Bfcfcllftl ) #]&) o 
[0 0 0 4] 

X^/Wfe-^In viti-o virusfe^^tLTV^o — * > ^ f i fc> *9> £ $Dj=@ i£ "C 
[0 0 0 5] 

mfrXm 1 1 W0 0 1/0 1 6 6 0 0^-2r# 

[#M#fr^:iSU] Eigen, E. & Gardiner, W. , Pure & Appl. Chem. , 56, 967-97 

8 

[3f<&W%WL 2 ] Ellington, A. D. & Szostak, J. W. , Nature, 346, 818-822, 
(1990) 

[MfflFXtt 3 ] Tuerk, C. & Gold, L. , Science, 249, 505-510 (1990) 
[IPttlHtfM] Scott, J. K. , & Smith, G. D. , Science, 249, 386-390 (1990 

mSE# 2004-3088299 



mm.2 0 0 3 -4 1 6 2 2 8 2/ 

) 

[^ttttXAt 5 ] Fodor, S. P. , et al. , Science, 251, 767-773 (1991) 
[^Mtl^fcjifc 6 ] Mattheakis, L. C. , et al. , Proc. Natl. Acad. Sci. USA, 91 
, 9022-9026 

UIMtf^Sfc 7 ] Nemoto et al. , FEBS Lett. 414, 405 (1997) 
UMfWlfcfSfc 8 ] Tabuchi et al. , FEBS Lett. 508, 309 (2001) 

[0 0 0 6] 

& * ^o^k** >j - =-v z>^mi)m±LZftz> burnt 

Jt<oy *-frT4 > ^ lift* T II t? S ^±«<o J; ^ K^j^^T'^^ra^ffiMEffla 5 

z-%m<D&m*wmb-tz 0 

[0 0 0 7] 

MIL. #f>*Lfcmmo-e*i-P*L£lf *-n v>X5± ti^--n-7^ v ^/ftlb-g* hit 

(b) Ig (a) T'#^>tL/imRNA-li*^-n-7W>/>3l*g# fflm?fcb*&ti$> 
2*tX9>;*?W*&fiuLs mRNA-tf a-n^ (») SrPISLi- 

(c) IS (b) £J3V>Tiiii$*L*:mRNA-fc? a-nvf WC^KXtirtt (l£ 
) J: UU«W^f mRNA-tf j--nv^'>^-^>/N*^®^# (p) 

(2) TttTlBmRNA- lfa.-n-v>f Wjttt^^ mRNAO 3 '5fc3&K*^-^-£4hLT fcT 

(3) Ifi (a) HiJV^-c, ftIiamRNA7&*, 2 \>±±.<D s y* T 4 >»»*^tr * ® * 
3- K-T-2)DNA^?>te¥$tL* Cl £ ItTlfi (1) Xti (2) C|E«0 

(4) XS (b) C*v»-cfflvie,iii8||i**»iil6flli*t*4, fr|B (1) - (3 

(5) 18 (c) fcfcv»T, |trlB^>^^KiiBtr!a^»Kt^ffis:fpfflt-Cv^^ 

ffigE4# 2004-3088299 
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ioTMf^^LTV^^S^^IJifl, £ fc HioTfTJbfLS, mrlfi (l) ~ (4) 

(6) Hm. (c) K*3V> -efflux LTV^ t^J©f$tL^^>^^KS.t>VX{i^^ 
«*|W!SE-f&X*l Mf5 (1) ~ (5) <7)v^tt^Cfg®0^ 0 

(7) ig (c) «v*-c N $*>^ (a) miE^w^Ktffisif^ffi^-r^^v^N^K 

£^tfmRNA-fc?j.-nvf i/ > - ^ >^ f (f£) <7)mRNA/6> <b$i|£^K J: ^ DNA£ 

S£U ^OmRNA&M (a) & CL t iZ X o m&>MMt ^Sjftffl:*} £33tffc L£ 

? >s*?n*w.n-t2>, una a) ~ (6) (D^-r^Ktm^mo 

(8) ItflfiDNAO^^^Error-Prone PCRK XoXftt>tl%>, fflfl (l) ~ (7) <D^-f 

o) (a) ~ (d) *mm®mvM^zti l z£vTm®i®%t<Dmz.ftmt)*& 
itLi-z?>;s?K*w.m-z>, itria (i) - (8) (D^-ftifrizmmvjj&o 

(10) TitriamRNAfr\ 8 ~ 5 0 0 1®<9T 5 J W%&*^-?2> * > *9 =* - K1"& & 

o-e&£, itria (D ~~ (9) ov^TtL^tciamo^feo 

(11) ItflfimRNA^ 1 0~2 0 0i©7<yi^MttS^>'^i5 r S^3-KtS 

tflS (1) ~~ (10) ^V^-ftL^t-ffi^^o 

(12) frlfimRNA^ 4 ~ 1 0 1®<D -f >^»5r^-T & * K£ n - Ki" & & 

<^t-*^, itriB (i) - (ii) wv^i*^^^K«^ft 0 

(13) utriamRNA^ mtg-rzi/XT-j yn^^Krfi2- 2 oMti-r^-ra x 

0 ym.mw<zfrnLx^2>?>^?Mz=i- vi-2>i><Dx$>&^ mia (1) - ( 

1 2) <z>v>i**t*fcfB«<0:£fto 

*s 7,7- 4 yft&tf i o~ 5 oisstttTv^^ w^stta- iot^^, tjria (1 

) ~ (13) ov»i**L3&»K:SB*o^tto 

(15) HrlB^^— # y * * v * f\ ^'jxfw^'j 3- 

ia (1) ~ (14) <o^-rtifr\z%?M<D-%m 0 

(16) fiia^^— fr-tt@ffi*fr£SMfcfc#U WIBmRNA- H° i - n -7 i/Zs&mfcij* 

, *(Dmmife&UtiLZji-Lxmffliz%g&-ztix^&, fria (1) ~ (15) (o^-rtuMz 

(17) itriasffi^ xf-i/ve-x, #7*e-x x r^n-^tr-x. -b^rn- 
*tr-x, att#e-x % y'javit, ^^f-^it, &jR&tiu # 

7^#t?. 7*9^f-; >XV>^^«^$*L*. ItffB (1) ~ (16) 

•f tt^Hciamo^^o 

(is) ffi^x*-v-<vmnife&um*®%i*ii&®tiLzmLxi$t), (b) 

L TmRNA- tf ^ - n v *> > - * > a< * fltaUt# (80 £@*|;^<bi2J •? 88 U *LTi»i3 

(i 6) xi* (17) izfamo^feo 

(19) itia^^-^-^NA^^-^-T-ab 19 „ mzwmmmfotfmmwmmwLmt 
x$)&, stria (is) Kiafto^rfto 

(20) trie (D - (19) ov»i*tL**<o^rfttj:oT»?>fLS^>^^R-c*oT 

(2 1) 8-5 0 0O75y§SMtU -^^7^ K^HS/;i6«yXf'f> 

miE# 2004-3088299 
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(a) < t t2m±^->^x-f >n&*-£tsW*9%.*?- KtimRNAt 1 

(b) IS (a) tl^/cmRNA-t'a-nv^^I^ (») fc, ffliRmt=Sr 
&Jll!$-£T* w?*f?£^j£U mRNA- tfi-nvf y>-* >;^Jtl«# (#) 

£PtH-&xg ; 

(c) Xfl (b) i:i3^Tf«$^;mRNA- tfa-Dv^f W^JCiSiS&# 

x® ; 

C2] x« (c) k$ev*t. $f>^ (a) uriaaiwftKfcffis^fflti-*^ 

t-S-trmRNA- fcfa-nv>f =yy-9 >J*?%t&&# (») OmRNA^f>»i:J: 
r> DNA&P3& U £ <b ^-eODNA^^^SAi" SiH:lo T3fc^ $ *i£IE?iJ £3Tf * m 
RNA^IIIU i?)mRNA*Ii (a) CfttiChCioT, IRftWJJi: ©ffiSffc 

(a) < t <>2EU:0->;*-r>f >$S*£^-tf* W^JS:3- KfJmRNA^ 1 
J^±li U # e> fitzm R N A tUfti* tT a - n t 4 v ifa-nv^y j/flMfc 
^tfcMLtmRNA-^a-nv'fy^ft (#) fcftilg; 

(b) XH (a) T?#t,^mRNA-ea-o-7^y>lM fc N S3f^t=Sr 

fcWfM-axg ; 

(c) xe (b) -C# <b titzmR NA-t°a-n-7^ y y-^ (#) co 
mRNA*fcj!ME5£fc J: »> DNAfcWRU DNA-k?a-nv>f ~> 

*X« ; »tf 

(d) X® (c) Kiv»TP«S*ifcDNA-lfa-n-7'f */y-9 ( 
#) t 1 Vk±.<onmW&t*m&%^, DNA-lfa-nv^yV-iry^^SJIfift ( 

4*tr XfB* * V - - > 

C 4 D X® (d) «v>T. Zb\z > ( e ) iWrKtll«l!»Kfc*2^ffl«ri-&^>^^K 
Sr-g-trDNA-^a-nv^ (£) fcfcltSDN AfcaS**z£A 
■f^^fc^ ioT^$tL^iayiJ«r^-r*mRNA i S:ISiaL> iOmRNA^Ig (a) 

IB C3] Kfgm^&o 
C 5 D Ig (a) fc*v»T\ MIBmRNA-tf n v>f V mRNAO 3 

*are**tfrSB Ci] ~ CO «v>i»*t*»^fBtto*ffi. 

C6] X@ (a) fc*v*T„ fiffBmRNA^ 2 &± W y 7; f 'f >M Sr^tf ^ > ^ ^ 
K-t*DNA5&»?><6¥$tL*ifc»CJ:oriHSl$tLa % MIB CD ~ C 5 ) 

C7) x® (b) K*v>ffflv>e>tLafif^^j|Bi!&aiR*t?**, HirfB CD ~ C6 

mSE# 2004-3088299 
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c 8 3 mz?>^*ntmzmwwnttimiL4KmLT^2>fr-&fr<Dmfei)K ry^- 

C 1 0 D ItTlBDNA^^^rror-Prone PCRK <t oTfir *>*L& % frIB C 2 3 s Sfctt 

titz* -s * * ntwk't * > "Stria CD ~ cio] <0v»r*La»fciBtt<&:fr8; o 

C12] TttflSmRNA^ 8 ~ 5 0 0 1(7)7 5 J W&M*^-fZ> 9 % £ 3 - K"t 

&*>?>-c&&. una CD - Ci D wf *ta»fc!Bift©;£teo 

C13] ttrf5mRNA7& ? , 1 0 ~ 2 0 01BO75 ./ BIAS * * a- K 

C 1 4 3 ttrfBmRNA#\ 2 ~ 1 0i©->7f^ >5*3fe*^i"& * >^^Jf*a- Y'-f 

&i><DX~$>2>, Htrlfi CD ~ Ci 3] wffilMz^m<oJjm 0 
~ C l 4 3 tf>v>l**L5HwgB*fc<*>;frfeo 

C 1 6 3 tfTSBmRNA**, fc&NsfcSftfllfcM-rs 5/*r--r >9ftS2:*<bC3MMI(Cfa[S 

D ~ C l 5 3 ov>r*LJWiSB*&*>:£ifc 0 

IB C5] ~ Cl 6] ©v»fii*|:E«^ B 
C 1 8 3 UiHB*'*-" 9— ttMft#«Ma*^rU ItflBmRNA- tTa-n-r>f '>>,S^ 

•€-©H«ift'&»<a*^LTHffltwje^§*LTv»* % ttiiB cs] ~ c 1 73 w-m 

*fcf-X. flftttfltif-X % •ff ! 7*%M, ->'J3>2«, ^Xf^St, 55f 

o 

KfIB Cl 8] X»± Cl 9] KfBfto^o 

C2 d fria^^-^-^DNA^^— 9— mm^om^imu^mmmmum 

fflJffc-C**, ItllB C 2 0 3 JCiBfc^^o 

C 2 2 3 ttrlS C 1 3 ~ C 2 1 3 ov>-f ft^o^&K XoX&htiZ * ys*?9.xtb^>x 

, 8~5 0 0O7?y^i*tU *JA)V7j Y1fe<&*1r&tztb<D*s*y-1 2 
C 2 3 3 8~5 0 0©75>'K^t-tU ^ K^£1-&£&0^*-r > 

[0 0 0 8] 

ffi|E# 2004-3088299 
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ciot, mm9y'*?%.<v7 3.;%kmm<r>ikm\:z®%Kft7Z- turns zt^imti 

[0 0 0 9] 
[0 0 10] 

*&W<V1&Z L^mm~&^X\±^ TISIg (a) ~ (c) '>^rr/jli 

(a) < k ^JJliOv'XT^ >3»*t^-tr * w^**3- Ki-*mRNA*lJsJL±P 
L-CmRNA-tf^--n-7^vy®|g# (») (KT> ["mRNA-PMji*£# (») J k*>v>?) 

(b) X5g (a) -eW^^mRHA-PieSttff (») k. »t^»$*t^>A7 
Jtfc^-JSU mRNA— Ifj. — n*7^fv , > — ^ ^ fllnft (#) TmRNA-PM-PR 

(c) X® (b) H*V>TP«$tLfcmRNA-PM-PRTatjHffr W) tm±<Dmt&WMt 

mRNA-PM-PRTM# (If) pp?>V>1**ttf><£>* W**® {ilinM^ 

affcffl L-cv^^s^**U5ei-^>x@o 

[0011] 

4 K^Sr^l"** >v^«J fcli, $ftL<lis 
tiLteft&&} (y>VA) \z s J7,)W^ K^«r^i-ack*v^** s XISO J: 3 fc&i* L 

[0 0 12] 

JiTF, #XSO»Jffltcov>TttWi-*o 
1. XS (a) : mRNA-tf3.'-PvW->>afeft (IE) QllM 
(mRNA<75@£?!lf£ft) 

Xjg (a) Icjsv^Tfflv^tL^mRNAH. JR.#_ti3 i lM£<9 fv>±«fi^t> „ AXtfJK 
»ft$*i4 4©#ffitv»^ g *&*fc#fiEi-* &tf>£#N£1-& "4>OT?«:*v* 0 iifl 

$?2L<{^ 2-lOffl, <t OSft L< ti4~ 10® O r-f * >>^*fC 

ta-Ktio *iJ5it^ r*V'«*JtJ kv^fflggti^:/^ K£^tf fc<DkS££*L& 

fcfcfctt, 0£L<M\ 4>&< k t2iim±^'>^^^ ym&&, 27 

$sm&&&±> £v&tL<m7$ ;mmm&±M*i'X^2>z.t-t)*m.tti2> 0 ztz, 

i> N^M fcteft-r a x >f >5»3fek ft & CJfciffim & v * r >f # £ L 

ffiSE# 2004-3088299 
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[0 0 13] 

-200, «t «J» 4 L< {il0~100> Sfefc&t L< ttl5~5(k S & L < »*20~40«© 

ft, 75 ^BI«>siaH»±&i*Lt20ajH^r*'a-trMtt*v». 
[0 0 14] 

##£W^/flv*(b*L£inRNAte, ±1B<& J: Lt\ MliSft- £ ft & o ± 

*l* fco-etifcv***, r 5 y gifts &30MU y^fr/Wnr^' 

h fc «x.tf % TiaOT^yTO^J (5£4«, S1~S6(± vXx-f 

[0 0 1 5] 

( 1 ) A1-A2-S1-A4-A5-A6-S2-A8-A9-A10-S3-A12-A13-A14-S4-A16-A17-A18-S5-A20-A21- 
A22-S6-A24-A25-A26-A27-A28-A29-A30; 

( 2 ) Al-A2-A3-^-A5-A6-A7-S2-A9-A10-All-S3-A13-A14-A15-S4-A17-A'18-A19-S5-A21-A2 
2-A23-S6-A25-A26-A27-A28-A29-A30 ; 

( 3 ) A1-S1-A3-A4-A5-A6-S2-A8-A9-A10-A11-S3-A13-A14-A15-A16-S4-A18-A19-A20-A21-S 
5-A23-A24-A25-A26-S6-A28-A29-A30 ; 

( 4 ) A1-S1-A3-A4-A5-A6-A7-S2-A9-A10-A11-A12-A13-S3-A15-A16-A17-A18-A19-S4-A21-A 
22-A23-A24-S5-A26-A27-A28-S6-A30 ; 

( 5 ) A1-A2-S1-A4-A5-S2-A7-A8-A9-A10-A11-A12-A13-S3-A15-S4-A17-A18-A19-A20-A21-A 
22-A23-A24-S5-A26-A27-S6-A29-A30 ; 

( 6 ) A1-A2-A3-A4-A5-S1-A7-A8-S2-A10-A11-A12-A13-A14-A15-S3-A17-S4-A19-A20-A21-S 
5-A23-A24-A25-S6-A27-S6-A29-A30 ; 

( 7 ) A1-A2-A3-S1-A5-A6-A7-A8-A9-A10-A11-S2-A13-A14-A15-S3-A17-A18-A19-A20-A21-S 
4-A23-A24-A25-S5-A27-A28-S6-A30 ; 

( 8 ) A1-S1-A3-S2-A5-A6-A7-A8-A9-S3-A11-A12-S4-A14-A15-A16-A17-A18-A19-A20-A21-A 
22-A23-S5-A25-A26-A27-S6-A29-A30 ; 

( 9 ) A1-A2-A3-A4-A5-A6-S1-A8-A9-A10-S2-A12-A13-S3-A15-A16-A17-A18-A19-A20-S4-A2 
2-A23-A24-A25-A26-S5-A28-S6-A30 ; X it 

( 10 ) Al-^-A3-A4-A5-A6-S2-A8-S3-A10-S4-A12-A13-A14-A15-A16-A17-S5-A19-A20-A21- 

A22-A23-A24-S6-A26-A27-A28-A29-A30 o 
[0 0 16] 

^JXttJRSJE^dtSfttt. <&^n^-r*-^^-^, PDB (7nf r/f-^A'v^) 

, GenBank (National Center for Biotechnology Information) , EMBL (European Bioin 
format ics Institute, EBI) , DDBJ (Sfi:aH£#WSfi5M) ^frhX^ffre&Zo 
[0 0 17] 
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V y **;v-:A^'J y ^ ^f^t S T <y W t iff l±^-C* 4 o Ltzff-? 

&<Dm Wit Lxmmx'$>z>o %<dx7 ^mn^.n<otnb<7)^m^mmt lxtwcm.^ 

(1) Nielsen, KJ, et al. J. Mol. Recognit. , 2000;13:55-70 

(2) Norton, RS, & Pallaghy, Toxicon, 1998;36:1573-1583. 

(3) Kim JII, et al. , J. Mol. Biol. 1995;250 : 659-671 

(4) Goldenberg, DP. , et al. , Protein Science, 2001 ; 10 : 538-550. 

(5) Miles, LA. , et al. , J. Biol. Chem. , 2002 ; 277:43033-43040. 
10 0 18] 

(mRNA^PUSO 

•TtLi^ tli^oHM#feCioVt^t 4 i ti^Xh* (perSePtive Biosyst 

ems, DNA/RNA Synthesis System, 1995) o ttz, Cl <D X ? &mRNAte , _LfE<£> X 7 KLX 

i£ff L tz 7 < J W^M £ & 9 K-f&DNASr^J&L. -e<£>DNA£^f^J& 

bz&ir 2>Zt\ZXv XMBj KmWttZ> C t tfX £ £ (Krupp G & Sol 1 D, FEBS Lett. 19 

87, 212, 271-275.) o 

iiz* ^%W<DUt L^WMfcXtitf, ilB^lfcft^&K*^^ mA<kf&mz XoX 

£ *L&mRNA£Jl d i: #T & 4 o 
10 0 19] 

JifB^idKLTtfibtL&mRNA*, ilHt. mRNA<£>3* * ^ - *r - *^Lt - 

nv^ ->>X{i^^-n-r^f v'V^b^^r^L.T, mRNA-PMM#£lliH-£o 
X% fcf^-nvW v^Xfitf i-nv-f v >^>fk^%{±. niRNA-PM^#$r^mmt*S:A 

LT? mRNAhSiR^tLTt^v/N^Kt t>y*sv» 

(ia^^ftl^-t^o -f&fc^. niRNAH^^--t- ; Sr^LTt°^-nv-f v^^r^L 

IS^ L In vi tro vi rus tf U ^ > 4it <b *LT V> 4 (Nemoto et al . 

, FEBS Lett. 414, 405 (1997) #M) o ^a-n^-^ (Puromycin) ^03' * 

5 y 7^^tRNAtc-fb^M»jS»»*«JJMtttTv>*, TiS5£ (I) : 

[0 0 2 0] 
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[it I] 



CH3 C H3 

V / 

N 




(I) 

[0 0 2 1 ] 

Pt'/F (3' -N-Aminoacylpuromycin aminonucleoside, PANS- T 5 HO 'ffllx.ff^ T 
5 J Wt&#7 V v V OPANS-Gly, 75^ V > OPANS-VaU T 5 y BUB** 7 9 - > 

OPANS-Ala> ^r<Dm, 75^ ^t5 s ^:T (7)#T 5 y* Bftt-*tJi&"t 4PANS-T ^ >> 
^tf^ti-So 3' -75y7f^v>«75^St75yiOA;V!K^-> ;HW7(c 

Mte-LTJ&SSil-STS K^tIfeLfc3' -N-T 5 J 7 IsfrTTS i/ >7 5 J % ? 
is K (3' -Am inoacyl adenosine aminonucleoside, AANS- 7 5 y §£) > fciixJf, 75^ 
SMB;**^ v^OAANS-Gly. T ^ y HfcfflW'fi; >OAANS-Vak 7 ^ I&§|5;#* 7 *7 — > <DAA 
NS-Ala, -^Offe, 7 ^ SWmtf&T < Jm<D&T 5 ^ m'ttfclr & AANS-T § -/flMfc-Mfc 
fc^-t-i&o ^^l/tyK*4VMi5^l'*yK^7;yi©x^f^U; 

v-f '>y«Mb'&1fc»i, U #*/fy*^a-D7>f ->> (rCpPur) , 7** * vv^V fef - n 
(dCpPur) , 7 , t^y')'jy;V^a-D7^y/' (dUpPur) & >K Tf5fc 

[0 0 2 2] 
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[ft 2] 



NH OH 
0»] — | — CH 



rCpPur 



[0 0 2 3] 
[ft 3] 




NH 

te- 




rn OH 
0=^ — r— C*V 
NHj 



dUpPur 
[0.0 2 4] 



o 





0CH3 





dCpPur 



0CH3 




OCH4 



Fluoropur 
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[<t4] 




Lurothiopur 

10 0 2 5] 

^^K*Bfc (PNA) , ^U^^W>'^01i:^!feKX{±^tLib^)a^ ; £r±# ; l i &i: Lt 
5>«r5IS«:3tiHi* (-NH-, -C0-> -0-. -NHC0-, -C0NH-, -NHNH-, -(CH 2 )n-[nfi#iJ;i{f l~ 

io> ffiKiiM], -s-. -so-a^) tMfc^ttfcaarr* 

[0 0 2 6] 

SWfcfH £ &o #]x.f^ DNA&X^--9-- Ltfflv^^l^ mRNA<E>3' 5fc3H 

tfj^Sc Ci o -can $ ft & o 

[0 0 2 7] 

tBSE# 2004-3088299 
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^/^K^J&^fc^SOBtK, MRMHIE (00 it!** Alu I. BamH I, EcoR I, Hind II. 
Hind III. Pvu lift if) Z&X-fZ £ t tz «fc o t, mRNA-PM- * B*B 

(New England BioLabs 2000 • 01 Catalog & Technical reference3£#R§) o 
[0 0 2 8] 

J^^fy^i, *^*75 ^-f KCSE|ftRrt|3a:*Bft*N &&V*liT < / if) 

v7^-K n try #±SfcfeJR*V- K ^^yJP^o^KfKlit 

b ;vn-^5 yf t->7^ - >f of jfetl ; 3 H, 14 C, 125 I£L < ti 131 I^ 

[0 0 2 9] 

^^iv^rt^-e^ w^ii, *^v>tr-x N psr^tr-x, rtfrc-^e-x. 
*77n-^t?-x, j&i&fcif-x^e-x ; -ffy^msi, *sv*> a&K, x 

?*?-7?£*u &$&*«) *<&3£*E ; ^^f-^f 

#l^?>#£? ; - b n-fc;l/n-* N k'-'Jf >7;vt'j K (PVDF) #0*j-*H»e>*** 
>71/>4 if o 
[0 0 3 0] 

3f:^OniRNA-PMM#:^@Jl : glC@^i-'l.^ti> mRNA^jH^ £ &M1r & Rt > fO 
rHffljft'S-fflSffiBWasffiJ HIT, mRNA-PMgi&#fc@*ll::|a5£-f & q @*B 

0Ox.wr, y^r>K, gM*:*if) a*Mv>ib*u affi&9twt±Bffij£^&&Bfft 

w^fC/^7~>* * V^-f- K„ J^y txfi;>/-?7f K/— ? ^;v^>^vMin/^;v h 

^ R /DNA> fiL#/SUR^ (J. tT h - X) , f, ;v v aiJ>/*M v a'J> jf&^ X 
■f- K> ATPH^ R/ATP. £>&V>t±J^ h ? i? * - )\< gm-fc * h 9 

W ft if© if >s*?M> vjv b-^^^>/N"^g/-7;vh-^ >> 

[0 0 3 1 ] 

->^> xii*sft3feJb*v^iT5 ;m%}f*mm-tz>iim*mfz>z.ttiS'Q%2> (p. m. 
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Abdella, P. K. Smith, G. P. Royer, A New Cleavable Reagent for Cross-Linking and 
Reversible Immobilization of Proteins, Biochem. Biophys. Res. Commun. , 87, 734 
•(1979) o 
[0 0 3 2] 

ti>X%2> (Qiagentt, LiquiChip Appl ications Handbook^ o 
[0 0 3 3] 

2. 131 (b) : mRNA — PM — PRTjUM ifc (W) Wit 

ig (b) x-a, imk-?mm#-*mm&£&i&2*t2>z£&£vx, ?^jt^ 

0o=SrffV^ mRNA-PM-PRTa^# (») o i £ fc**T?§ &fllR$ t 

K^ttttS®^ if ^'SL^tTc* & (Lamfrom H, Grunberg-Manago M. Ambiguities of transla 
tion of poly U inthe rabbit reticulocyte system. Biochem Biophys Res Commun. 196 

7 27 (i) : i-6*#jir) o Ma^iLtii, wmxi*w&$lw, m z.n*Mffi<om 

[0 0 3 4] 

SfeHj&RHJDD-r, Ktt^Sr^Jft^**^:*^ # <b *LfcmRNA-PM-PRT 

(») *Bft'flS*xftfeS^'fti-*o #<9tL/imRNA-PM-PRT3t^# (») £ 

•7ft^l/^ (DTT) * if (OJStcSIW^^ETs 0-35^-0, 0. 5~3R*HJRf5£"*T« 

tc-T^o Jfc^ i<D<t -5 «S§tL7tmRNA-PM-PRTitjfe# (») £o-3- KVjcAWMt 
^O^fc?j«J<7)^T, li%^7 7r- (fflx-ffpH^cOBOmM 1 ; 7 y-) 4"> 0~3 

5t;-^ 5^~1NfWKJS$^So ^^:it'fC^lt> aS4ft»ffl^y7 7- (00 x 
t4\ Washing Buffer (Tris-HCl pH.8.0, NaCl lOOmM) xm^Zo 
[0 0 3 5] 

[0 0 3 6] 

3. I§ (c) : »W<ggfc«Mqfegfc<Pffi£'f1gffl(P«flfe 

JbiBI*! (c) tZ&^Xtt, Jim. (b) lC^5V>Tf!SSl$tL/ > :mRNA-PM-PRTa^ ( 

[0 0 3 7] 

ffi|E# 2004-3088299 



#H 2003-416228 



14/ 



[0 0 3 8] 

^ti^s^sc*: * ^^scto rffis^fflj tt±> aura, * y/*mtm&} 

&kLXli. m&&&, MM^m^* o SfcBMfcfcfc J: 

mm mm^m z m&t zzkKx^xmm-rzct&xzzo oeTi i i y v. &R 0ye r 

CA, Biochemistry. 1993, 32, 7753-7758) 0 fc*5 % ^WjHMftU TOtotTUK «£ «9 M&1 

m% t v>m&femmft-r z ] mat, mLmm^± io 9 #no 8 ) gg^i- 

[0 0 3 9] 

So ^RKJBCTfllWIHI k K: J: o "CfiJSft-t * i ri*T? § & 0 ^(Oi^j: 
M^a«Uo aS4*»»RfcLTtt % fflz.\$y)\'1rUA*'t >4 v***/ 

mom mi,z^^x^^fL^m^<omt(om^.xi>±mm^^MLtzii(D 

o 

[0 0 4 0] 

&&LT»± % flflxJf, Sl7*?X*>*i|ft (Cullen, D. C, et al. . Biosensors, 3 ( 
4) , 211-225 (1987-88) ) > Ymfr=f"i (Funatsu, T. , et a 

1.. Nature, 374, 555-559 (1995) ) ^ SbfeW > - 'J > >fTlr y 4 X?£ N WB&%fLW8L 
(Enzyme Linked Immunosorbent Assay (ELISA) : Crowther, J. R. , Methods in M 
olecular Biology, 42 (1995) ) ^ 3fcfrH3teJ»?Bft (Perran, J., et al., J. Phys.Rad 

tBSE# 2004-3088299 
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., 1. 390-401 (1926) ) N & M 5h)fcte (Fluorescence Correlation Spectrosco 

py (FCS) tEigen, M. , et al.. Proc. Natl- Acad. Sci. USA, 91, 5740-5747 (1994) 

) mUfi&lfbtiZo 
[0 0 4 1 ] 

&\t*iiX7-> Uxm^O* |*7A (ttxlf, Rfi^7A) K N SfcR-fc 

ftfc LT77^ =-7-4 -e-X^KioTtt^^K^fTd C (ifclt Ogata Y, 

et al., Anal Chem. 2002; 74: 4702-4708) o fc it J* \V -? h T tf v ^ 

$ tt«»^f - ?:7^M^f Ltt® Id L Vf 

-Xtfflv»4. tr^^-XkL^^W^^^i-^mRNA-PM-PRTjt^Ji^ hV^h7 

try>*r-x tot- 7s h v^hnf^^ttflttr-xtriajR-t-ai t c 

15 * jb v* -c tr - x cd $ * t la jew a t -zfrmt * t an^nrc * a „ 

[0 0 4 2] 
[0 0 4 3] 

4. x@ (d) : gfcggSftfc* w<»«<p«» 

*ftWi:*v>Tli, SfJL<«, Xg (c) £«v*-C, ££>K, (d) litriElIlftM i: 
>raS^ffl*^a^>^N°7@^#tfinRNA-tra.-n-7-ri/>'-^>/^^®^#: (p) <7PmRN 

AfrbT&mW-KX t5DNA£rIH§&L> $ <b K<e-*>DNAK8E*«r*yV*-* £ fc o T5fcfg§ ft 
fcHEyil*^-**mRNA*ilKU ££>mRNA£X3I (a) KftL, *v»-e_kjfc«> J: 9 KXII ( 
b) Rty (c) ^I^?itt:«tot, ««jft«i:wffi5f^ffl**aft^kLfc^>/'«^ 
M*'WMi-2>Zti!)*-C%2> 0 CL£-C\ fffSDNAO^Mti, Error-Prone PCRfe (Gram H, et 
al, Proc Natl Acad Sci USA. 1992, 89, 3576-80.) „ DNA Shuffling^ (Stemmer WP, 
Nature. 1994, 370, 389-391) ^<D^<D^m^ £ oT^t? £. t&X~& & 0 
v^Tti, DNAK 7 > HfiJfc*-C<E*t#Xi-* £ i: $ a, Error-Prone PCRfeW 
£ Lv> 0 Error-Prone POUfeO*? Hi, Stratagenett^GeneMorph PCT Mutagen 

esis Kit (GeneMorphfifg$l) t LT7tJS£$*iTv>& 0 £ <D X 1 fc^&fcflJJSi-a t , ± 
I2X^ (a) ~ ( c ) K&v>-C, **»WftHfcttLT^Ll?feffiMUB"*-* 

5|v^V/^t^#tSit^-e|5 0 Lfe^T, ±I5X® (a) - (d) «r^@] 

ttigE# 2004-3088299 



#M 2003-416228 



16/ 



[0 0 4 4] 

£«>J:7fcie*tt»EI 2~10Hk »4 L< tt4~8@) Vk*)iB,'+Zb 

[0 0 4 5] 
[0 0 4 6] 

SfcJiSBie (c) fci$v>TW\ >^^Kjt«f# (#) i: 

aSie-fr (S£) ^Onim^&^E^fcJ: iJDNAfcSHRU DNA- - n -vf z/ yj*? 

[0 0 4 7] 

*i/ci3«K lot, $mt:i5^t, «»fl^fc©*ttfctt**aM&'l*li, DNA— tf j. — 

[0 0 4 8] 

SPt>, #5&IBO»i Lv»JJM&K:i3V*-ci±, ^JLTCOX® (a) ~ (d) fc^tr. ->Xx^ 

(a) 4^5: < t ^2M±Oy7f^ VBHfe* 3- Kf-SmRNA^ 1 & 

itlgfCmRNA-fa-nv^»l^ (#) &#&X3I 

(b) X^ (a) •C#t,^mRNA-ea-Dv^f (») t> 
ftllS-frT* V/^Rfc-frfltU mRNA-tfa-nv/fi/>-^W^Iiig# £ 

(c) 131 (b) t#ib^mRNA-t'a-n7^vy-r//^fW <^m 
RNAtf^bitlg^KJ: 19 DNA^iSU D N A- bT ^ - n 7^ V't^Kj&Hfft: 
S:P«i-r*Xg 

(d) It (c) tcisv^TPm^tt^DNA-lf a-n7^V>-^>^IIi# (» 

) 1 1 ^omMmntzmmzit^ DNA-fa-n7^y>-^>;^M# 

[Hifetf!!] 

[0 0 4 9] 

i 
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1. J*^--fr-BioLoop-Puro (J^IT"PM#§ *^--»r~DNA" £nfr-f) <P£-Jffi 

Puro-F-S [SB^IJ ; 5 , -(S)-TC(F)-(Specl8)-(Specl8)-(Specl8)-(Specl8)-CC-(Puro)-3' 
, BEX*± J: •} HIA] 10nmol£, 100 /< lOSOmM'J v ~7 7 - (pH7.0) fc»j&»U lOOmM 

TCEP^rl^ linx. (final ImM) , ^fm"C6B#F^jfttt t, Puro-F-S WThiol ZMlt-f &o Wfe 
RJ&fcfrd ElfU-SOmM'J >m^y 7 7- (pH7.0) "C WAS L *:NAP5 (7vi/*i» N 17-08 
53-02) £JBv*TTCEP (Tris(2-carboxyethyl)phosphine hydrochloride) £Efc<o 
Puro-F-S <7)|2^J4 , > (S) i±5'-Thiol-Modifier C6, (Puro) liPuromycin CPG, Spacerl 
8(±Glen Research Searchttiio;*.^-^- (18-0-Dimethoxytritylhexaethyleneglycol, 
l-[(2-cyanoethyl)-(N,N-diisopropyl)]-phosphoramidite) X~#i<D<[k¥Mik*%-? &o 
[0 0 5 0] 

Kb 5] 

DMTO-( C H 2J ( CH 2) 2-0 ]4-( CH 2) 2-0 

I 

(Pr)2N-P-OCH2CH2CN 

[0 0 5 1] 

0. 2M X ) >§£/^ 7 7r- (pH7.0) 100// It, 500pmol/,u 1 Biotin-loop [(56mer) B?U; 
5'-CCCGG TGCAG CTGTT TCATC (T-B) CGGA AACAG CTGCA CCCCC CGCCG CCCCC CG(T)CCT-3' 

BEXttii5»A) , (T):Amino-Modifier C6 dT, (T-B) :Biotin-dT (T yV 
-y<{ VttfNRflWRPvuIIO-'M h Ztf-T) ]20// K lOOmM 3?}t£ijEMCS (344-05051 ; 6-Ma 
leimidohexanoic acid N-hydroxysuccinide ester) > DojindotttS) 20^ K =£:Snx., 
<m*¥L?z^ 37 < CT'30^&«L7t^t, *RJS<£>EMCS«i9l£<o M^^JETT'^ 
Z^tzik, 0.2MV >Wt;<y 7 r- (pH7.0) 10 fi IKfefrL, ±m<DMjt LfcPuro-F-S (~ 
lOnmol) *j!jnx.T4 e CT— tfcj&M't&o * V^t*»^4mMt*S J: ^ lCTCEP*inix.Sa 
t?15^J5cSL^:^ *RJSOPuro-F-S ! Sri^y->Pa:R-CflSl»)ISf§, *£JSOBiotin-loo 
p * 51 & < iz £> K mT <^ -CHPLCffl » £ *ff 7 o 

; nacalai tesque CS0M0SIL 37918-31 10x250mm C18-AR-300 (Waters) 

BufferA ; 0. 1M TEAA, BufferB ; 80%T-fe h - b 'J ;V (jSjft*T?*JRL;fc i> <D) 

MM I 0.5ml/min (B%: 15-35% 33min) 

HPLC<^>^lKil8%7^U;VT5 K^;V 62TC) "CflltfrU BM(Dfrm*$$,J±T 

tz&.m2*ttz&. DEPCftfca*-C»**UT % lOpmol/// lM-fio 
[0 0 5 2] 

* x > *tf&1" * n K > (UGlk UGC) 0^^if*t^4:4oJSL±'g-trIB5lI*ft*"r*o 

*HJfeff|"e»i, TifiT^/^K^J (EflJ*-* 2 X*i 3 ) ^ttS^V/^f^n-Kf 
£ TIBDNA9 -< "7* v U (@E?iJ#-5§- 4 Xte 5 , fc^LiORyiJIifflttWftK?!!) £DNA£-J&$I 
(Applied BiosystemsttiSl : 3400) tfflv^tlMSCiotMfSo 
[0 0 5 3] 

2 : X aa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Cvs-Xaa-Xaa-Xaa-Cvs-Xaa-Xaa-Xaa-Xa 
a-Cys-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa 

g£^J#-S§- 3 : X aa-Xaa-Cvs-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Cvs-Xaa-Xaa-Cvs-Xa 
a-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa 

IS^J#-§- 4 : 1 1 tccccgccccccgtcct(KrrTCCGCCgtgatgatgatgatgatgGCCTCCGCTTGGAGGGCCGG 
AGGGNNNNNNNNNNNNACA 
NMMACANNNNNNNNNACANNNM^^ 

|22!)S^L5: CATGGTGGCTTGTAGTTGTAGMTGTAmTCT 
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^12 0 0 3 -4 1 6 2 2 8 : 18/ 

CCTCCGGCCCTCCAAGCGGAGGCcatcatcatcatcatcacGGCGGAAGCaggacggggggcggggaaa 
[0 0 5 4] 

ttz, ZtlZMMK LTDNA79 >f v- ( WM #^ 6 : CATTACATTTTACATTCTACAACTACAAG 
CCACCATG> WWM^7 : TTTCCCCGCCCCCCGTCCT) tffl^TPCR : f»8Ett 95*0 

2fl-©&, fft&& 95*C 30fJ\ 7~-'J>^ 69^ 15fcK #fiRJCB 721C 45f3\ * 
<i?)vm. 30®) *fTV> % Jt^Z-A'isMRfcJ: V)Hmht&.* n-fu*- 9 -IB?!) i#lM8 
iRigMIB?!) =£■ & ODNA (ElT, T7J1 (@B?!)#-t8 : GATCCCGCGAAATTAATACGACTCACT 

ATAGGGGMGTATTTTTACMCMTTACCMCMCMCMCAMCMCMCMCATTACATTTTACATTCTACM 
AGCCACCATG) * ~f? LWPCR (&# : JRtKtt 95"C 2&^t, »tt 95*0 30 

IK r--U>^ 60*C 15*K #fiR(& 72X: 50*K 300) £i3£&V> 

N Cap^ **Jfffl.m. KozaklB^h S'SfcStfcxefc**-^* ^O-ffelC^^-^-DNAO— SB 
t *B*f 4 * 7W^\ (5' HO-aggacggggggcggggaaa 9) 

[0 0 5 5] 

3. js¥ 

±|BXg 2 "C'g-fiK L fcDNA * tt& tit JJJ.T W i 7 K i n vi t ro^¥ ^^^^©^0 
^)K:M^n« DNA 8//gK*tU m7G Cap Analog (Promegatt) 
M mz%& X 9 fcilDx., 37'C-Cll*IBIRJiS$**o #£DNase> 7z;-)V - ^ n n 7 * ;v 
AatL^ DS Primer Remover (Edge Biosystems) Z> o 

[0 0 5 6] 

4. mRNAfcPM#^^^-^--DNA(OM^- 

5' *t7OT3' K^SB^J^ofcmRNA 300pmolK^ PMffrS ;^-^-DNA£300pmol 
, lOxLigat ion Buffer (TaKaRa) 6//K DMS0 2.5//K & iin x. 55 // lfc 4 & £ 3 DEPCMStK 
t]DPx.*o &i§±-e85t;ri>lb35T;^205WtT7--- V 15unit T4 Polynucleoti 

de Kinase (TaKaRa % 2.5// 1) , lOOunit T4 RNA Ligase (TaKaRa^ 2.5// 1) fcflnx.. 25X: 
45#&JS$*£o Mini Kit (Qiagen, 74104) fftlLfcft, $ <b fr^DS 

Primer Removerfffi ^i" & 0 

tt If a - n t 4 Blikf*?->. ATCGu(iDNA> RNA'>-^ £^ Ltv»5„ ^C^t^-C 

^tfc«^iilfllHI*3RPvuII-9->f h *-&trDNAffifl\ /Wt3=T^L 

m^3*5k»fcDNAtf>5 , 5fc3»Wt , T4 RNA Ligase" LtzUfr-? ? 4 h£*LTV>& 0 
[0 0 5 7] 

5. mtt%*^-^-mk-\mm&fo<nyd-x±.^<7)m%- 

±fB<7)<fc ? fc-g-JjfcLfc, PM#S^^— ^-DNAfcmRNAOlft^flt*, H/S2. 3// m±0. 3// m 
©7t?y>e-X (MAGNOTEX-SA, TaKaRa^ 9088) ^ ffiM<D 7*n Y a ;WC^o*i \>XT<D 

60// l<9 7tfv>k*-X£200/z l^xlBinding Buffer (?&#£ ft*: <?)) T-2Hk 

tfcJR$*3ttr-X^ % JifB2-2^j&L£PMtt£*^-^-DNAtmm<^^te&48pm 
olJnx.> 1 x Binding Buffer (i&# £ ft/c <7>) *«&ti"C120/< J: d fcimiU 10fr 

mM^'BWi'^o ^<0^ -hfB^J:^^ 200//l<ai x Binding Buffer G&ttSfr*:*) 
O) -Ctr-X£ifc}#--f & t ^t?N lf-Xtc^^b^^^^PM#§X^--^-DNAi:mRNAO 
m-a-#^^'9l^<o $5)1-. 20 x Translation Mix (Ambion) 10// K DEPC$fliiS7kl90// 1 

[0 0 5 8] 

6 . ffliR 

XfBOe-XSrv^^ y K±-CifciK$^ llHlil (Retic Lysate IVT K 

ffiiE# 2004-3088299 
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^-v: 19/ 



it, Ambioirfi, 1200) £300// ltDx.> 30lC15«-il8RRJE5fcfrd „ -eotiL MgC^ KClfc-?- 
tt-PtL^|?-T'63niM> 750mM^^* «t o HJnx.-C37'C-C1.5B#^ilcm-r^o -9">"/;K±. ftl 
B#M«fce<*#i-* 0 ±ia<OJ: o Klf-X*ifcRS«£, SUPERase-In (Ambiontt, 2694 
) 20unit£#A/*fl x Binding Buffer (mtt Z tltz 1> <D) 200// lT?2|s] Vf-X**^-f & 

O 

[0 0 5 9] 

7. 

?5fci£#L iiet^tiatjtlJtfce-X^Lt, TaKaRa BI0MEDICAI£tt8s#<*>7 
nf3;K;fv\ 80// l^^-^^^^S^filM-MLV (TaKaRa> 2640A) £fflv*T42 , ClO 
53*11, >!6|E¥Rl6*ff do -e-O^K:±|Btra«^L-C % 1 x Binding Buffer (mttZtLtz 

*><d) 200/x 1 -ctr-x * e 

[0 0 6 0] 

±Sa:g6X0'7 TMBlR$*LTlf-XHHj£>fk$tLfc^^ K£l00mMtf>DTT (v^** 
W £jSv>Tgz&, mmBLJ&Z J £M%Ltz<D-t>. Washing Buffer (Tris-HCI pH 

.8.0, NaCl lOOmM) 200// 1T'2IH fcf-X£$fei#--r £ 0 frltZ^??- KfcBMfc"*-* 
- KV^Mi^50mM 5 Srfflv^t:gSL-eiO^ pH. 7?>50mM 1 J >gfe^y 7 r - *"CJRJ£ft, Wash 
ing Buffer (Tris-HCI pH.8.0. NaCl lOOmM) 200// l"Clf-X^2IlIi5fe^--r^.o 
[0 0 6 1 ] 

fcf-Xtc2tLT, W/nha^Cf£v\ 40// lco^^-;V-C24unit^^J 
R**PvuII (TaKaRa) T?37 , Cll$W;{ftfi1-S i t "C fc~-X±coDNA-* W??5C& e-X;&> 

&1zX>\Z^ BSA^m^-O.lmg/mH*^^) «t d t"*nx.^o -rOf, ±|B t mUSHZ LT t£-X& 
[0 0 6 2] 

1 0. nisprmm 

Qiagentt^n > 3;l/^^v», ^ ^^Sr^gCDLysis^./ 7 r - (NaH2P04 50mM, NaC 
1 300mM, imidazole lOmM, Tween20 0.05%, pH8.0) fc#JRU 20// lcONi-NTAtf — X (N 
i-NTA Magnet icAgaroseBeads, QIAGENtt, 36111) SrSPx.s £iftT4053Ui*l* L & /6 s <b W.W. 
•f&o ±Et|slttat-7^^7 K-CNi-NTAlf-XtitlRS^:. 100// 1<7> Wash/ < 

?7t- (NaH 2 P04 50mM, NaCl 300mM, imidazole 20mM, Tween20 0.05%, pH8.0) 
<iife»1- So t-X^ai^-fr^t, EluteA*?7r- (NaH 2 P0 4 50mM, NaCl 300mM, imi 
dazole 250mM, Tween20 0.05%, pH8.0) &15// lt)IIx.l^F^^S."CScM DNA-* W?? 

[0 0 6 3] 

1 1. rn.rn.mm. 

±EII1 0X~mmL?zdM-*>s*?mt, \2.Jr<f-V-*>frxi-7,>f)\, (sigmatt) £ 
fti^LtziJ 7 -MCsfcU i&tttStLfc <b<D*mW.-? & o %.bZZ*it Fluorescein biotin (5- 
( (N- (6- (b i o t iny 1 ) am i no) hexanoy 1 ) ami no) penty 1 ) th i oure i dy 1 ) f 1 uoresce i n) (Mo 1 ecu 1 a 
r Probestt) ^Binding buffer (50mM 'J>|A«/7r^ lOOmM NaCl) IrfS^-L. 25*0 
-emmJ V^a.^-v'a >1-*„ JfcK7tfv>>tr-X (MAGNOTEX-SA, TaKaRati) 20// 1 

Sat?105*»iBi**o i£t7/*7 > 4r^V>tT-X«r^i6-C^y 7 7 -$it 
&o Binding buff er-e3H, lf-X*iJfe*Lfclfc, Elut ion buffer (50mM "J>R/^7 7 
-> lOOmM NaCl, 50mM DTT) SrlJDx.TlB^ £»tMI4E"*" * o -rjT^y hTrfcf-X£/g 

[0 0 6 4] 

1 2. PCRtC J:^>M^j»T^DNAfiilig 

±121*1 1 1 T^lRL/cDNA-* ^*®£2// lJfc»K tl^fl<li#«^50^ 1K&* «fc ? 
»wW*ELTPCRjE(&Ktti-*o £<7>KK 7 7 >f v - « O -RT-L (5'-CAACA ACATT ACATT TTA 

ffi§E#2 004-3088299 



§12 0 0 3-4 1 6 2 2 8 : 20/E 

CA TTCTA CAACT ACAAG CCACC-3' (S£^J#-f- 1 0) Ytag-R5'-TTTCC CCGCC CCCCG TCCT-3' 

1) Srfflv^ Taq^U > 7 - -t* tiTaKaRa Ex Taq (Takaratt) > RJ&^tiifc 
95*0 ittt 95t: 30^:T--U>^* 69t: 15#:#SRJS 72 

"C 45^4)^ *;w£30HIi&«9^-ro ^9>f v-£|&< tztbiz-f^^t (Ed 
ge Science*!) *fflv>T»«^ ^ -Wt&o 
10 0 6 5] 

i 3. nyt}*- ? -mm.m&<Dtztb<D?cR 

■±IBXSl 2 T'#^tL^DNA^RNA'fbt-^^*^T77 p n-=&-^-*ig^-t-^> 0 ^(Dtztb, 

v-^Lc7)PCR^i3i^V>itifeL5iiSlii-^>o (±tex®2 fcpgt) 
[0 0 6 6] 

JtJBX«3"C*»fcDNAttWK, ±jaXJg3KBiU |E^«:ffv» % &T\ IS4~13*3 

10 0 6 7] 

1 5 . v-fr 

JiSBXgl 4J-Ct, ^^^40t5ifiaLT#^)tL7tPCR^{i:7 p 7-f 

v- (NewLeft) £fflv>T v-<Jr £fr? o -?"tf>l^ tft^^'f^'J-iW 

Cli: -C-^-C> PCRjg® & * n - - > ^ U 20*<Z>*n-;/*3!a f **U SJS 

[0 0 6 8] 

1 6 . ^m&& 

XfEXfg 1 5 -C# h fitzWk<D *€n >?-IByiJ K^o'w T7?^ ^Hfi^J I'll: U 

[0 0 6 9] 

1 7. fe^7yfe>f 

[HMOfflm^m^] 
[0 0 7 0] 

[mi] ism, ^^<^-^ife^m^«^^^ i J-->^^^^^^i-iix"*> 

& o 

[112] 112 it, mRNA-'X fc? a - n v-f v *^-^-DM*#* , iBr'&-S*rt: *> 

C0O^EI&|l'g:^i- o 
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SEQUENCE LISTING 

<110> Biovision Capital 

<120> A method of screening a useful protein 

<130> BVCA0301Y1 

<150> JP 2003-205139 

<151>. 2003-07-31 

<160> 11 

<170> Patentln version 3. 1 

<210> 1 

<211> 55 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized sequence 
<220> 

<221> modif ied_base 
<222> (20) . . (20) 

<223> Biotin is bonded to the 20th cytosine. 



<400> 1 

cccggtgcag ctgtttcatc cggaaacagc tgcacccccc gccgcccccc gtcct 



<210> 2 

<211> 36 

<212> PRT 

<213> Artificial 

<220> 

<223> an artificially synthesized sequence 
<220> 

<221> MISC_FEATURE 

<222> (1)..(4) 

<223> "Xaa" = any amino acids. 
<220> 

<221> MISC.FEATURE 

mU<& 2004-3088299 



#M 2 0 0 3-4 1 6 2 2 8 I 2/ 

<222> (6) . . (8) 

<223> "Xaa" = any amino acids. 
<220> 

<221> MISCJFEATURE 

<222> (10) . . (12) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISCJFEATURE 

<222> (14) . . (17) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (19) . . (22) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (24) . . (31) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (33) . . (36) 

<223> "Xaa" = any amino acids. 

<400> 2 

Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys Xaa Xaa Xaa 
15 10 15 

Xaa Cys Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Cys 

20 25 30 

Xaa Xaa Xaa Xaa 
35 



<210> 3 

<211> 36 

<212> PRT 

<213> Artificial 

<220> 

<223> an artificially synthesized sequence 
<220> 

<221> MISC_FEATURE 

<222> (1) . . (2) 

ffiliE# 2004-3088299 
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<223> "Xaa" = any amino acids. 
<220> 

<221> MISC_FEATURE 

<222> (4) . . (12) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (14) . . (15) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (17) . . (21) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (23) . . (27) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISC_FEATURE 

<222> (29) . . (31) 

<223> "Xaa" = any amino acids. 

<220> 

<221> MISCJFEATURE 

<222> (33) . . (36) 

<223> "Xaa" = any amino acids. 

<400> 3 

Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Cys 
15 10 15 

Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys 

20 25 30 

Xaa Xaa Xaa Xaa 
35 



<210> 4 

<211> 215 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized sequence 

miE# 2004-3088299 
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<220> 

<221> misc_feature 

<222> (71) . . (82) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (86) . . (109) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 
<222> (113).. (124) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 
<222> (128) . . (139) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 
<222> (143).. (151) 
<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 
<222> (155) . . (163) 
<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 
<222> (167) . . (178) 
<223> "n" = a, t, g, or c. 

<400> 4 

tttccccgcc ccccgtcctg cttccgccgt gatgatgatg atgatggcct ccgcttggag 60 
ggccggaggg nnnnnnnnnn nnacannnnn nnnnnnnnnn nnnnnnnnna cannnnnnnn 120 
nnnnacannn nnnnnnnnna cannnnnnnn nacannnnnn nnnacannnn nnnnnnnnca 180 
tggtggcttg tagttgtaga atgtaaaatg taatg 215 



<210> 5 
<211> 215 
<212> DNA 
<213> Artificial 

mgE# 2004-3088299 
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<220> 

<223> an artificially synthesized sequence 
<220> 

<221> misc_feature 

<222> (38) . . (43) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (47) . . (73) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (77) . . (82) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (86).. (100) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (104) . . (118) 

<223> "n" = a, t, g, or c. 

<220> 

<221> misc_feature 

<222> (122).. (130) 

<223> "n" = a, t, g, or c. 

<220> 

<22 1 > mi sc_f eatur e 

<222> (134) . . (145) 

<223> "n" = a, t, g, or c. 

<400> 5 

catggtggct tgtagttgta gaatgtaaaa tgtaatgnnn nnntgtnnnn nnnnnnnnnn 60 

nnnnnnnnnn nnntgtnnnn nntgtnnnnn nnnnnnnnnn tgtnnnnnnn nnnnnnnntg 120 

tnnnnnnnnn tgtnnnnnnn nnnnnccctc cggccctcca agcggaggcc atcatcatca 180 

tcatcacggc ggaagcagga cggggggcgg ggaaa 215 

<210> 6 
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<211> 37 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 

<400> 6 

cattacattt tacattctac aactacaagc caccatg 



<210> 7 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 

<400> 7 

tttccccgcc ccccgtcct 



<210> 8 

<211> 117 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 8 

gatcccgcga aattaatacg actcactata ggggaagtat ttttacaaca attaccaaca 
acaacaacaa acaacaacaa cattacattt tacattctac aactacaagc caccatg 



<210> 9 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 

<400> 9 

aggacggggg gcggggaaa 



<210> 10 
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<211> 40 
<212> DNA 
<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 10 

caacaacatt acattttaca ttctacaact acaagccacc 40 



<210> 11 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 

<400> 11 

tttccccgcc ccccgtcct 19 
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HIM 




IH2] 
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o 
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•a 



Puromycin 
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) 







I 


left** 







^1 PCR 1 




S' 



3' 



H 

SH 
NH2 



TC CTGCCCCCCGCCCCCCAdC;TCC;,\tf A AA(P C *A—® 
saagu^uaagcaggacggggggcggggGGTC CAC5CTC JTTTG^O 

J? AT J I J ^ Bfotf " 

mRNA j b O 5' 

T4 RNALigase 
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2&±Ov*x-f Ki-*mRNA*lJ£U:Bi*U #ibtt/cmRNA 

O-e ti^tiZ - u -7 4 yXl* tf a. - d -7 >f -> >#^k^ iiiNf LTmRNA- feT a - n 
■7>fWjt«f* (SfO (b) It (a) T'# frfcmRNA- fa-nv^» 

iS*S# (#) «f^fc*»tt$*-C*>AC*jl«:<&-J*U mRNA- A-n-vf ->>- 
*><"?Jt%HM* (») ti«t4I8 ; Xtf (c) I® (b) fcfcv>TW«3*L;fcmRNA 
-l/i-D-e/fvV-^V^IlM (») fcl&±0$RW%K mRNA— 

ffiUfEffi L "C v* * & 131 * tr_tSB* * V - - > mfe^ T #fc * 

^> o 
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l/E 



mmu] 

[*«Aft«Al 

[#a±] 

[*«AftSA] 



fcb®A£gg£jEJl 
BVCA0301Y1 



#1112003-416228 

m^i|5 i HEffc)^ 4 T B 3#3 7^- 
WK^tt^-> • "7 -f — ;i/ K 

100102978 

100108774 

^ff^ — M 

041092 
4, 200R 

»A^*^>-1 1 £|E1-£#m 1 

¥fi£l 6^6J! 2 U$k&<QWM2 003-20513 

^JSl 6^6 J3 2 BJStBO#M2 003-20513 9 (D^ffiffi 
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#t^ffiH^#-^ #H 2003-416228 

50400928370 

iliMI' 'Mfr flt 19 0 5 

ffo&B ¥$16^ 7J312B 



IftfKAffcSAl 

L&mAftsA] 



504212817 

m^«SBHEI&»4TB3#3 7^ 

$WA 
100102978 

3fc»&±if HjfcPHr 1-1-1 M«fco < tftf * 6 

Pgr *ft*BBMHW*3r 



100108774 

^il±lfi»I l 



l-l 

m 



Iflfco < {jftf ;v 6 
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[502441488] 



1 . f 0 



2002^12^ 60 



2. 0 2 0 0 4# 6 J! 20 

ft m j$L-&nmKmmwi i - i o - 2 ft^ifrMfrit^s 
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m m a 



[504212817] 



1 . ^M#JI S 

ft M 
ft * 



2004^ 6fl 2B 
I^gIgW4T§3f 3 7-5 
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